A simple, rapid, heat-stable (700C) acid-phosphatase test for differentiation of mycobacteria was developed with the a-naphthylphosphoric acid-diazonium odianisidine color reagent.
In a previous report, it was shown that the 700C heat-stable acid-phosphatase test, performed on filter paper with the a-naphthylphosphoric acid-diazonium o-dianisidine reagent, was a rapid and simple method for distinguishing mycobacteria (2) . The only disadvantage of this method is the required use of test organisms grown on egg medium omitting malachite green, since some strains of bacteria absorb the malachite green during growth and make it difficult to read the color change of the acid-phosphatase reaction. This report describes our experience with an in vitro test with these reagents for determining heat-stable acid-phosphatase activity of various mycobacteria grown on a conventional egg medium.
A total of 245 strains of mycobacteria, consisting of 163 cultures of slow growers and 82 cultures of rapid growers, was investigated. The species of mycobacteria studied are indicated in Table 1 . Two-to 3-week-old cultures of slow growers and 1-week-old cultures of rapid growers were grown on 1% Ogawa egg medium (1). Mycobacterium marinum and M. chelonei subsp. chelonei were incubated at 30°C, and the remaining cultures were grown at 370C.
The heat-stable acid-phosphatase test was performed in the following manner. One to two loopfuls of each organism were scraped off and transferred into a screw-capped test tube (10 by 90 mm) containing about 0.2 ml of sterile distilled water. The tubes were held at 700C for 30 min and then cooled in tap water. a-Naphthylphosphoric acid (0.2%) and 0.4% of diazonium odianisidine (SM tests no. 1 and 2 manufactured by Ishizu Pharmaceutical Co., Dosho-machi, Osaka, Japan) were dissolved in 0.2 M citrate buffer (pH 5.0). The test reagent was freshly prepared for each experiment. To the bacterial suspension was added 1 drop of the reagent. The tubes were placed at room temperature for 10 min. Change in color of the bacterial mass to red or violet-red was recorded as a positive reaction to this test.
The results of the test are summarized in a-Naphthylphosphoric acid and diazonium o-dianisidine reagents for the acid-phosphatase test used to be difficult to obtain commercially; now they are readily available. The in vitro acidphosphatase determination in the current study is much easier and safer than that performed on a filter paper. Results are clear-cut and highly reproducible. This method is also simpler and faster than that by Kind and King (3). It appears, therefore, that the method described in this report for detecting heat-stable acid-phosphatase may be used instead of the two methods described earlier.
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